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Impacts of warming and elevated CO2 on a semi-arid grassland
are non-additive, shift with precipitation, and reverse over
time
Abstract
It is unclear how elevated CO2 (eCO2) and the corresponding shifts in temperature and precipitation will interact to impact ecosystems over time. During a 7-year experiment in a semi-arid grassland, the response of plant biomass to eCO2 and warming was largely regulated by interannual
precipitation, while the response of plant community composition was more sensitive to experiment duration. The combined effects of eCO2 and warming on aboveground plant biomass were
less positive in ‘wet’ growing seasons, but total plant biomass was consistently stimulated by
~ 25% due to unique, supra-additive responses of roots. Independent of precipitation, the combined effects of eCO2 and warming on C3 graminoids became increasingly positive and supraadditive over time, reversing an initial shift toward C4 grasses. Soil resources also responded
dynamically and non-additively to eCO2 and warming, shaping the plant responses. Our results
suggest grasslands are poised for drastic changes in function and highlight the need for long-term,
factorial experiments.
Keywords
Artemisia frigida, Bouteloua gracilis, C3 grass, C4 grass, climate change, forb, nitrogen, plant
productivity, root biomass, soil moisture.
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Rising air temperatures and atmospheric carbon dioxide concentrations [CO2] are the most pervasive environmental
changes on land. Yet, there is much uncertainty regarding the
impact of these global environmental changes on terrestrial
ecosystems. Much of the uncertainty is due to the rarity of
multi-year, factorial experiments that assess in situ effects of
elevated [CO2] (eCO2) and warming. Studies of eCO2 alone or
warming alone are problematic if warming modifies the
response of ecosystems to CO2 or vice-versa (Norby & Luo
2004; Luo et al. 2008; Dieleman et al. 2012). Short-term studies are problematic because the responses of ecosystems to
chronic environmental changes are expected to be dynamic
over timescales from days to decades (Shaver et al. 2000; Luo
et al. 2004; Morgan et al. 2004, 2007; Nowak et al. 2004;
Reich et al. 2006; Smith et al. 2009, 2015; Newton et al. 2010;
Polley et al. 2012; Wu et al. 2012; Xu et al. 2012; Hovenden
et al. 2014). Dynamic effects of environmental change are
expected because any ecosystem function (e.g. plant production) is a product of numerous ecological processes that operate at different time scales (e.g. photosynthesis, plant
demography) and are influenced both directly and indirectly

by environmental change (e.g. via reaction kinetics and biogeochemical feedbacks). Further, although some environmental changes such as eCO2 proceed in a relatively stable,
monotonic fashion, other co-occurring environmental changes
are more variable across time (e.g. precipitation).
Impacts of global warming and eCO2 on ecosystems can
vary with two distinct aspects of time: (1) the duration of
exposure to altered atmospheric conditions (e.g. experiment
duration) and (2) temporal variability in other environmental
factors, such as meteorological conditions, that mediate the
impacts of warming and eCO2. For example, during the first
months or years of an experiment, the rate and direction of
change in plant production due to warming could be mostly
determined by the initial physiological responses of plants and
microbes; but, over years to decades, the effects on plant production could be determined more indirectly by the cumulative effects of physiological responses on community
composition and resource availability in soil (Shaver et al.
2000; Luo et al. 2004; Luo 2007; Suttle et al. 2007; Smith
et al. 2009; Polley et al. 2012; Wu et al. 2012). The effects of
eCO2 and warming on ecosystem functions should also vary
over time with other environmental factors that regulate physiological processes and ecological interactions, including
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precipitation (Shaver et al. 2000; Nowak et al. 2004; Newton
et al. 2010; Hoeppner & Dukes 2012; Shi et al. 2015). Warming effects on plant production can be more positive in years
with high precipitation due to direct and indirect effects of
warming on soil resources (Parton et al. 2007; Xu et al. 2012).
Similarly, effects of eCO2 on plant production can be more
positive in years with low precipitation due to indirect effects
of CO2 on soil moisture (Morgan et al. 2004; Hovenden et al.
2014). Knowledge of such temporal dynamics is limited, not
only because of the rarity of adequate experiments, but also
because no prior study has attempted to independently attribute the variable effects of warming and eCO2 to meteorological conditions and experiment duration.
Effects of warming and eCO2 could be especially dynamic
in semi-arid grasslands, which have relatively high rates of
turnover in plant community composition (Cleland et al.
2013); this could allow relatively rapid shifts in species composition and ecosystem functions due to warming and eCO2
(Smith et al. 2009). Also, biogeochemical processes in semiarid ecosystems vary widely across years and seasons, largely
because precipitation varies substantially over time and many
biogeochemical processes are sensitive to water availability
(Knapp & Smith 2001; Sala et al. 2012; Ahlstr€
om et al. 2015).
The effects of climate change on semi-arid grasslands are of
critical importance because this biome covers ~ 30% of
Earth’s land surface and provides valuable ecosystem services,
including secondary production (e.g. beef, wool) and climate
regulation (Sala & Paruelo 1997; Poulter et al. 2014; Ahlstr€
om
et al. 2015).
Here, we describe the temporal dynamics of eCO2 and
warming effects on a northern mixed-grass prairie in Wyoming, USA. This perennial-dominated grassland type covers
more than 350,000 km2 and accounts for more than a third of
the remaining grassland area in the Great Plains of North
America (Samson et al. 2004). The experiment was a factorial
manipulation of CO2 (ambient and 600 ppm) and canopy
temperature (ambient and warmed; + 1.5 °C during the day,
+ 3 °C at night), achieved using free-air CO2 enrichment and
infrared heaters (LeCain et al. 2015). Results from the first
few years of the experiment have been reported for plant production and community composition, soil moisture, and nitrogen (N) in plants and soils (Dijkstra et al. 2010b, 2012a;
Morgan et al. 2011; Carrillo et al. 2012, 2014; Zelikova et al.
2014, 2015). Using data for all these ecosystem properties
across the entire 7-year experiment, we present a novel quantification of how the impacts of eCO2 and warming, and their
interactions, were mediated by meteorological conditions and
experiment duration.

Dynamic climate change impacts on a grassland 957

USW00024018). Across the 7 years of the experiment, the
range of precipitation and temperature observed on-site was
similar to that observed in Cheyenne over the prior 30 years
(Fig. 1; Appendix S1 in Supporting Information). During
the experiment, 55 plant species were identified in biomass
harvests. In the year prior to initiation of treatments, six
perennial species accounted for more than 90% of the harvested biomass: Pascopyrum smithii (C3 grass; 33%), Bouteloua gracilis (C4 grass; 25%), Hesperostipa comata (C3 grass;
20%), Carex duriuscula (C3 sedge; 6%), Artemisia frigida (C3
semi-woody forb; 5%) and Sphaeralcea coccinea (C3 forb;
3%). Surface soils (0–15 cm) are sandy loams consisting of
≥ 55% sand (mean = 63%) and ≤ 20% clay (mean = 16%),
with more clay (≤ 38%) and less sand (≥ 42%) in deeper soil
layers. The surface soils are relatively low in carbon (< 3%),
N (< 0.3%) and phosphorus (< 0.007%). Nutrient stoichiometry suggests plant growth might be limited by N and phosphorus. Plots were distributed across two blocks
distinguished by slightly different soil types (Dijkstra et al.
2010b, 2012a).
Experiment and measurements

The elevated CO2 (eCO2) treatment increased [CO2] near the
ground to ~ 600 ppm using FACE technology. CO2 was dispersed and measured 8 cm above the ground. The eCO2 treatment was implemented during sunlit hours between ~ 1 April
and ~ 1 November for each experiment year. The warming
treatment increased canopy temperatures by 1.5 °C during the
day and 3 °C during the night. Warming was implemented
continuously from the beginning to the end of the experiment
using infrared lamps. Both treatments were maintained in a
factorial design with five plots (3.3 m diameter) per treatment
for seven consecutive years (2007–2013; the CO2 treatment
was also implemented in 2006) (LeCain et al. 2015). Plant biomass and N concentrations in plant tissues were measured
once annually in mid-July, when aboveground biomass was
near its maximum (Morgan et al. 2011; Dijkstra et al. 2012a;
Carrillo et al. 2014). Each year we sampled aboveground biomass by clipping half the quadrats in a harvest area (1.5 m2
per plot) and recovered root biomass from three, 15-cm-long,
5-cm-wide, cores taken from an adjacent area. Volumetric soil
water content was measured hourly using frequency domain
reflectrometry sensors. Recovery of nitrate from ion-exchange
resins buried in surface soils was used as a time-integrated
proxy for the size of the inorganic N pool in soil.
Appendix S1 has more details.
Analyses

MATERIALS AND METHODS

Study site

The Prairie Heating and Carbon dioxide Enrichment
(PHACE) experiment was located in a pasture with a history
of light grazing and negligible slope (41°110 N, 104°540 W;
1930 m elevation). Mean annual precipitation at a nearby
weather station in Cheyenne, Wyoming was 397 mm and
mean annual temperature was 8 °C (1984–2013; GHCND:

For each dependent variable, we ran a linear mixed model
that included block and plot as random factors (to account
for spatial and temporal autocorrelation); the fixed factors
were treatment, year (discrete), and pre-treatment values of
the dependent variable. Interactions between treatments and
with year were also included. We used these models to test
the significance of each treatment effect (eCO2 and warming)
and treatment interactions while accounting for pre-existing
variation among plots (Fig. 2, Table S1).
© 2016 John Wiley & Sons Ltd/CNRS
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Figure 1 Variability in meteorological conditions across years and growing-seasons for the study site and the nearest long-term weather station (the
municipal airport in Cheyenne, WY, which is ~ 8 km from the study site). Data for Cheyenne are for a 30 year record that culminates in the final year of
the PHACE experiment, 2013. Data for the study site are shown for the 7 years for which the PHACE treatments were implemented (2007–2013). Each
year, harvest of plant biomass began within 4 days of DOY 200.

To evaluate how treatment effects were mediated by specific
temporal variables (e.g. experiment duration), we calculated
proportional treatment effects on ecosystem properties after
adjusting the values of each ecosystem property for modelled
effects of other temporal variables (e.g. ambient soil moisture
and air temperature; the adjustment process is described
below). Proportional treatment effects were calculated by subtracting the mean adjusted values of one treatment (e.g. plots
with eCO2 alone) from the mean adjusted values of control
plots and then dividing this difference by the mean of control
plots. Using linear regression, the sensitivity of adjusted, proportional treatment effects to one temporal variable (e.g.
experiment duration) could then be evaluated independently
of variation in other temporal variables (e.g. soil moisture and
temperature). For example, we determined that experiment
duration influenced the combined effects of eCO2 and warming on soil nitrate if the slope of the relationship between
experiment duration and the proportional treatment effects
(adjusted for the effects of soil moisture and air temperature)
was at least marginally different from zero (P < 0.1; Fig. 3b).
The adjusted values of each ecosystem property were
derived from the coefficients of a second set of linear mixed
models, consistent with the calculation of least-squares means
in the ANCOVA framework. The model structure was designed
to attribute the generic ‘year’ and ‘treatment 9 year’ effects
evident in the first set of analyses (Fig. 2, Table S1) to specific
temporal variables. The model structure was the same as that
described above, except we removed the discrete ‘year’ term
and added three continuous temporal variables and their
interactions with the treatments. The specific temporal variables were: (1) experiment duration, (2) mean ambient air
temperature during each growing season, and (3) mean ambient soil moisture during each growing season. To focus
on meteorological conditions that most strongly influence
© 2016 John Wiley & Sons Ltd/CNRS

aboveground plant growth in this ecosystem (Derner & Hart
2007; Morgan et al. 2011; Zelikova et al. 2015), we averaged
ambient soil moisture and air temperatures between day of
year 100 (early April) and harvest of plant biomass (DOY
196-203). With each of these temporal variables in the same
model, the modelled effects of each temporal variable (e.g.
experiment duration) are statistically independent of the other
temporal variables (soil moisture and air temperature). We
included ambient air temperature in these models primarily to
better isolate and characterize the effects of experiment duration and soil moisture (reflecting precipitation; Fig. 1). Consistent with calculations of least-squares means, model
coefficients and mean values of each temporal variable were
used to adjust the plot-level values of each ecosystem property
for the modelled effects of any two temporal variables (Snedecor & Cochran 1989; Barrett 2011) (Appendix S1). This
allowed us to evaluate independent relationships between each
temporal variable and both: (1) adjusted values of each
ecosystem property, given mean values of other temporal variables, and (2), proportional treatment effects on the adjusted
values of each ecosystem property (Figs 3 and 4).
Although this ANCOVA model structure can determine if
treatments have significantly different slopes for the relationship between an ecosystem property and a temporal variable,
the interpretation of F-tests for the corresponding interaction
terms (e.g. CO2 9 experiment duration) is dependent on the
transformation used to normalize the distribution of each
ecosystem property; this prevents a straightforward interpretation of the F-tests as indicators of treatment 9 time interactions across the different ecosystem properties (Appendix S1).
Further, the ANCOVA F-tests do not evaluate our primary null
hypothesis: that treatment effects do not become proportionally larger or smaller with changes in experiment duration or
soil moisture.
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Figure 2 Treatment effects on ecosystem properties across years. Bold print indicates model terms with P < 0.05 and italic print indicates model terms with
0.05 < P < 0.1. Treatment interaction terms are also shown in normal print if 0.1 < P < 0.15 because in factorial designs with low n, risk of Type II errors
is likely much greater than that of Type I errors (Smith et al. 2002) and interpretation of main effects is conditional upon the interaction (Stehman &
Meredith 1995). The significance of main effects (CO2, Warming, Year) are not shown if a treatment 9 year term had P < 0.1. See Table S1 for full model
ouput. *Y-axis labels with an asterisk indicate that the bars for the given ecosystem property show least-squares means (adjusted for the effect of pretreatment variation among plots). †Root biomass was sampled to 15 cm below the soil surface ‡Total plant biomass is the sum of aboveground and root
biomass, excluding crowns.

RESULTS

We observed significant or nearly significant interactions
between the eCO2 and warming treatments for most of the
measured ecosystem properties (Fig. 2, Table S1). Thus, below
we report and interpret the results of each treatment separately (e.g. ‘eCO2 effects’ refers to the difference between controls and eCO2, ambient temperature plots). During the 7year experiment, treatment effects were consistent in magnitude and persistent in direction for only a few ecosystem
properties. For example, in every year the combination of
warming and eCO2 had positive effects on ‘total’ plant biomass (shoots + roots, excluding crowns). All measured ecosystem properties varied significantly across years and most
showed some evidence of treatment 9 year interactions
(Fig. 2, Table S1). Below we report how meteorological conditions and experiment duration mediated these treatment 9 year interactions. Each subsequent reference to a

relationship between a temporal variable (e.g. soil moisture)
and an ecosystem property, or treatment effects on ecosystem
properties, is based on adjusted-values of the ecosystem property that render the relationship independent of the other
modelled temporal variables (e.g. experiment duration and
ambient air temperature).
Meteorological conditions

Variability in ambient soil moisture across growing seasons
was strongly positively correlated with aboveground plant biomass but negatively correlated with indices of N-availability,
including nitrate accumulation on buried resins and N concentrations in plant shoots and roots (Fig. 3a, Fig. S1). The magnitude of treatment effects on plant biomass and Navailability also varied with soil moisture. Consistent with an
earlier report from this study (Morgan et al. 2011), the
proportional effects of eCO2 on aboveground biomass
© 2016 John Wiley & Sons Ltd/CNRS
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Figure 3 Influence of soil moisture and experiment duration on ecosystem properties and treatment effects on ecosystem properties. For each temporal
variable (e.g. soil moisture), the corresponding Y-axes show variability in adjusted, plot-level values for each ecosystem property (given mean values for the
other temporal variables, e.g., air temperature and experiment duration). For each treatment, solid lines show the linear trend between the temporal
variable and both: (1) adjusted values of each ecosystem property, and (2) proportional treatment effects on each adjusted ecosystem property. Shading
shows the 95% confidence intervals of the mean for each treatment and adjusted ecosystem property. Error bars indicate standard error. Asterisks show
the statistical significance of the main effects of each temporal variable (*P < 0.1, **P < 0.01, ***P < 0.001). For the panels showing treatment effects,
thick lines indicate linear trends with slopes that were at least marginally different from zero (P < 0.1); thin lines are shown for comparison when the
‘estimated additive’ and ‘observed’ effects of the combined treatment were divergent.

diminished to near zero in ‘wet’ growing seasons (i.e. with relatively high soil moisture and precipitation; Fig. 1). The combined effects of warming and eCO2 on aboveground biomass
© 2016 John Wiley & Sons Ltd/CNRS

were also less positive in wet growing seasons, with no apparent warming 9 CO2 9 soil moisture interaction (i.e. the
warming effect on aboveground biomass was not sensitive to
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soil moisture and warming did not alter the CO2 9 soil moisture interaction). For root biomass, unlike the aboveground
effects, the proportional effects of eCO2 alone and warming
alone were more positive in wet growing seasons, shifting from
approximately neutral to a stimulation of up to 30% compared to controls. A study in a North American tallgrass
prairie also showed warming effects on root production were
more positive in wet years (Xu et al. 2012). In our study,
warming and eCO2 together had supra-additive, i.e. synergistic, effects on root biomass in dry growing seasons. Thus,
despite no effect of eCO2 and negative effects of warming in
dry growing seasons, eCO2 and warming together consistently
increased root biomass and total biomass by 20–30% (Fig. 3a,
Fig. S2). The smaller effects of eCO2 on aboveground
biomass in wet growing seasons were coupled with lower
apparent N-availability and diminished effects of eCO2 on
N-availability; the proportional effect of eCO2 on plant N
concentrations and nitrate in soil went from strongly negative

in dry growing seasons to neutral in wet growing seasons
(Fig. 3a).
Variability in soil moisture across growing seasons had neutral or relatively small effects on the relative abundance of C3
graminoids, C4 grasses, and forbs (including sub-shrubs).
However, in wet growing seasons, the effects of warming
alone and the combined treatment were more positive for C3
graminoids and more negative for forbs. Also, the effect of
the combined treatment on C4 grasses was less negative in wet
growing seasons (Fig. 4a).
As expected, most of the measured ecosystem properties displayed strong sensitivity to ambient air temperature. Warmer
growing seasons were characterized by higher plant biomass
aboveground, lower root biomass, lower N concentrations in
roots, more nitrate in soil, lower soil moisture, greater relative
abundance of C4 grasses and lower relative abundance of C3
graminoids (Fig. S3). The magnitude of treatment effects on
those ecosystem properties was also sometimes dependent on
© 2016 John Wiley & Sons Ltd/CNRS
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growing season temperature. In warmer growing seasons, the
effects of eCO2 were more positive, or less negative, for root
biomass, N concentrations in plant shoots, and nitrate in soil.
Warmer growing-seasons also had more positive effects of
warming alone and the combined treatment on C3 graminoid
abundance and less negative effects of the combined treatment
on forb abundance (Fig. S3).
Experiment duration

Independent of growing season precipitation and temperature,
some ecosystem properties, and treatment effects on ecosystem properties, changed progressively from the beginning to
the end of the experiment (Figs 3b and 4b). This was especially evident for plant community composition. The effect of
warming alone on the relative abundance of forbs was initially
neutral, but by the end of the experiment, forb abundance in
warmed plots was half of that in controls. This increasingly
negative effect of warming on forbs was largely attributable
to a species that accounted for half of forb biomass in controls during the last 4 years of the experiment: A. frigida, a
perennial, semi-woody sub-shrub. Negative effects of warming
on forbs were also reported in a North American tallgrass
prairie (Fay et al. 2011). In our combined warming and eCO2
plots, the relative abundance of C4 grasses declined continuously over time, causing the proportional effects of warming
and eCO2 together to shift from modestly positive (+ 20%) to
strongly negative (40%). A single species, B. gracilis,
accounted for > 90% of C4 grass biomass throughout the
experiment. Conversely, the proportional effects of the combined treatment on relative abundance of perennial C3 graminoids became increasingly positive over time. At the end of
the experiment, the relative abundance of C3 graminoids was
> 50% higher in combined treatment plots than in controls
(due to increases in the combined treatment plots and
decreases in controls). The combined effects of eCO2 and
warming on C3 graminoid abundance also became increasingly supra-additive over time (Fig. 4b).
Total plant biomass and below ground properties also varied with experiment duration, and differentially so among
treatments. The combined effects of eCO2 and warming on
total plant biomass increased from a stimulation of ~ 20%
initially to ~ 30% by the sixth year of the experiment. The
effect of warming on total plant biomass also became more
positive over time, shifting from negative initially to neutral
later (Fig. S2). By the end of the experiment, nitrate accumulation on buried resins was ~ 150% higher in the combined treatment (compared to controls). This apparent rise
in N-availability also occurred in the warming only treatment, while negative effects of eCO2 on nitrate in soils
diminished over time (Fig. 3b). The proportional effects of
the combined treatment on soil moisture shifted from
slightly positive to slightly negative over time. This was
coincident with a trend towards slightly more positive effects
of eCO2 alone on soil moisture over time. Notably, the
combined effects of eCO2 and warming were non-additive,
or increasingly non-additive over time, for total plant biomass, soil nitrate, and soil moisture (Figs 2 and 3b, Fig. S2,
Table S1).
© 2016 John Wiley & Sons Ltd/CNRS
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DISCUSSION

In this study, the impacts of warming and elevated CO2
(eCO2) shifted drastically over time for a suite of ecosystem
properties that are, collectively, the foundation of ecosystem
services provided by semiarid grasslands. As discussed below,
the impacts of simulated climate change on plant biomass
were primarily mediated by yearly precipitation, while the
impacts on plant community composition were shaped more
by experiment duration. However, the impacts of eCO2 and
warming were relatively stable for some ecosystem properties.
For example, eCO2 and warming together consistently
increased total plant biomass by ~ 25% across years. This
suggests that in the future, the plant carbon pool in semiarid
grasslands could be stimulated by higher [CO2] and temperature, regardless of precipitation, resulting in a negative feedback to climate change. Notably, the combined effects of
eCO2 and warming on total plant biomass were larger than
expected based on their effects in isolation. This result, coupled with significant eCO2 9 warming interactions for other
ecosystem properties, shows that studies of eCO2 or warming
alone could misrepresent the impacts of climate change on
grasslands (see also Dieleman et al. 2012). The combination
of eCO2 and warming also had consistent effects on forb
abundance over time, resulting in a 40% reduction in forb relative abundance. This result was not apparent in earlier analyses (Morgan et al. 2011) and has consequences for future
ecosystem functions due to potential differences between graminoids and forbs (e.g. related to leaf morphology, forage
quality, or rooting depth) (Dickinson & Dodd 1976; Kindscher & Wells 1995; Craine et al. 2002; Tjoelker et al. 2005).
The subshrub that was mostly responsible for the sensitivity
of ‘forbs’ to future climatic conditions, A. frigida, flowers and
senesces later than other common species (Dickinson & Dodd
1976; Reyes-Fox et al. 2014). Thus, compared to the present
state of the mixed-grass prairie, resource availability for wildlife and livestock in the future might be diminished late in the
growing season (see also Suttle et al. 2007).
Precipitation

The relatively stable effect of eCO2 and warming together on
total plant biomass was a consequence of contrasting impacts
of precipitation on treatment effects above- and belowground.
Thus, to better understand how precipitation regulates the
response of ecosystems to eCO2 and warming, studies should
consider not only shoots (Morgan et al. 2004), but also roots
(Nowak et al. 2004). Unique responses of root biomass to climate change are of importance, not only because roots
account for most of the plant carbon pool in grasslands, but
because root biomass is pivotal to whole plant function,
belowground food webs, and nutrient cycling (Van Noordwijk
et al. 1998; Mokany et al. 2006).
Coincident trends in N-availability indices suggest the treatment effects on plant biomass were sensitive to soil moisture,
at least partly, via the influence of precipitation on nutrient
cycling. We observed smaller eCO2 effects on aboveground
biomass in wet growing seasons with lower apparent N-availability; this is consistent with other observations that N-
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availability can limit the response of plant production to
eCO2 in grasslands (Reich et al. 2006; Reich & Hobbie 2013),
perhaps especially in years with high spring rainfall (Hovenden et al. 2014). For root biomass, the more positive effects
of eCO2 and warming alone in wet growing seasons could
indicate greater plant allocation of carbon belowground due
to the coupling of enhanced N-limitation with alleviation of
other limiting factors (CO2 and temperature) (Wang & Taub
2010; Poorter et al. 2012). The supra-additive effects of warming and eCO2 together on root biomass in dry growing seasons might reflect shifts in plant carbon allocation due to
unique conditions with respect to multiple limiting factors
(e.g. perhaps the combination of eCO2 and warming causes
phosphorus-limitation to become more important in dry periods, as compared to N-limitation (Dijkstra et al. 2012a)).
Regardless of how treatment effects on plant biomass and
N cycling are coupled mechanistically, the reported trends
with soil moisture have implications for future forage production and quality, and thus secondary production, in rangelands. For example, if average spring precipitation near the
end of the 21st century is 10–30% higher than the present, as
is projected for the northern mixed-grass prairie under higher
emissions scenarios (Melillo et al. 2014), the late century
impacts of eCO2 and warming on aboveground biomass might
be better approximated by our observations in a wet year
(10–20% stimulation) than in an average year (~ 30% stimulation; Fig. 3a). In this same scenario of future precipitation
change, shoot N concentrations might be lower than present
norms and insensitive to higher [CO2] and temperature
(Fig. 3a). Thus, if springs throughout the northern mixedgrass prairie are frequently wetter in the future compared to
present norms, forage production in the future might typically
be high compared to present norms, but of lower quality (due
to lower N concentration), regardless of [CO2] and temperature. During future droughts, which might be more frequent
and severe compared to present (Dai 2011; Trenberth et al.
2014; Zhao & Dai 2015), the combination of eCO2 and warming is likely to boost forage production but reduce forage
quality via reduced shoot N content, in both cases by more
than the average effect observed in this experiment (Fig. 3a).
Experiment duration

Perhaps the most notable shift during the experiment was the
complete reversal of the initial advantage to C4 grasses under
the combination of eCO2 and warming, which coincided with
an increasingly positive effect of the combined treatment on
C3 graminoids. Thus, the ‘winners’ after 3 years of exposure
to eCO2 and warming (Morgan et al. 2011) were ‘losers’ just
4 years later. Due to potential differences in functional traits
between C3 and C4 graminoids (Dickinson & Dodd 1976;
Kindscher & Wells 1995; Epstein et al. 1998; Craine et al.
2002; Tjoelker et al. 2005; Taylor et al. 2010), the diminishing
abundance of C4 grasses under both warming and eCO2 suggests climate change could drastically alter the diversity and
functioning of mixed-grass prairies. For example, since the C3
graminoids in this ecosystem tend to initiate and complete
both growth and flowering sooner than the predominant C4
grass, B. gracilis (Dickinson & Dodd 1976; Reyes-Fox et al.
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2014), a shift towards dominance of C3 graminoids could alter
the seasonal distribution of resource availability for wildlife
and livestock. Due to their unique phenology and photosynthetic-pathway, C4 grasses often have unique responses to
droughts, heat waves, and the seasonality of temperature and
precipitation (Sage & Kubien 2003; Winslow et al. 2003; Derner & Hart 2007; Wang et al. 2012; Taylor et al. 2014; Irisarri
et al. 2016); thus, a decline of B. gracilis under future climatic
conditions would likely alter the response of the mixed-grass
prairie to such meteorological conditions.
The changes in plant community composition over time
were likely both a cause and consequence of the temporal
shifts in treatment effects on soil resources. For three reasons,
the increasingly positive effect of the combined treatment on
nitrate in soil could have facilitated the divergent effects of
that treatment on the abundance of C3 graminoids and C4
grasses. First, the positive effect of warming on N-availability
might have been largest in the spring, when C4 grasses are less
active (Epstein et al. 1998) and ambient soil temperatures, but
not soil moisture, probably limit rates of N-mineralization by
microbes. Second, C3 grasses have been shown to benefit disproportionately from N-addition in other grassland experiments (Wedin & Tilman 1996; Reich et al. 2001; Sage &
Kubien 2003; but see Lauenroth et al. 1978; Wilson & Shay
1990), perhaps due to lower N-use-efficiency (Tjoelker et al.
2005; Taylor et al. 2010). Third, because the direct, positive
effects of eCO2 on photosynthetic rates are greater for C3
plants, but potentially constrained by N-availability (Ainsworth & Rogers 2007; Leakey et al. 2009), the increasingly
positive effects of the combined treatment on soil nitrate
could have could have allowed for a progressively larger
expression of the positive effect of eCO2 on C3 photosynthesis. The latter explanation could underlie the increasingly
supra-additive response of C3 graminoid abundance to the
combination of warming and eCO2.
C3 graminoids also tend to use water less efficiently than C4
grasses (Tjoelker et al. 2005) and are likely to use more water
during the primary growing-season (spring to early summer)
(Epstein et al. 1998). Thus, the increasing dominance of C3
graminoids in the combined treatment over time, coupled with
more positive effects of the combined treatment on total plant
biomass, might have caused the impact of this treatment on
soil moisture to shift from positive to negative. In turn,
because positive effects of eCO2 on C4 grasses are mediated
by indirect effects on soil moisture (Leakey et al. 2009;
Dijkstra et al. 2010a), the decrease in soil moisture over time
in the combined treatment could have contributed to the
decrease in C4 grass abundance.
Such shifts in the response of plant community composition
and soil resources to climate change would be expected to
interactively influence the response of more emergent ecosystem properties. For example, the increasingly positive effects
of the combined treatment on total plant biomass over time
may have resulted from progressively positive treatment
effects on N-availability and relative abundance of C3 graminoids (which are typically taller and more productive than the
dominant C4 grass (Derner & Hart 2007)). Further, given the
role of plants, soil moisture, and N-availability in driving
ecosystem-scale fluxes of energy, water, and greenhouse gases
© 2016 John Wiley & Sons Ltd/CNRS
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(Dijkstra et al. 2012b, 2013; Pendall et al. 2013; Ryan et al.
2015), the contribution of the mixed-grass prairie to climate
regulation likely evolved in concert with treatment effects on
plants and soils.
The strong temporal shifts in root biomass and plant community composition in the control plots (Figs 3b and 4b) suggest the treatments might have interacted with another factor
that varied linearly over time (other than duration of exposure
to treatments). Within the controls, the progressive decline of
C3 graminoids and rise of forbs, particularly A. frigida, could
have been caused by a shift in grazing pressure; biennial clipping during the experiment likely increased vegetation
removal compared to pre-experiment conditions, when there
was light grazing by cattle and wildlife. This speculation is
consistent with other observations that increased grazing
intensity can increase the abundance of A. frigida at the
expense of C3 graminoids, particularly in nutrient-poor soils
(Gao et al. 2005; Liu et al. 2006; Liang et al. 2009). Thus, in
our study, the negative effect of warming on forb abundance
might have been mediated by the positive effect of warming
on N-availability. Since grazing is the dominant land use in
semiarid grasslands and grazing intensity can substantially
impact ecosystem properties (Schuman et al. 1999; Porensky
et al. 2016), future studies should evaluate how grazing mediates the response of grasslands to climate change (Polley et al.
2011; Newton et al. 2014).
CONCLUSIONS

Our results are consistent with expectations that impacts of
eCO2 and warming on ecosystems will change over time as soil
resources vary with precipitation and the duration of exposure
to altered atmospheric conditions. Some progressive shifts in
treatment effects were only apparent because we independently
quantified the role of meteorological conditions and experiment
duration. For example, after adjusting for growing season precipitation and ambient temperature, the combined effects of
eCO2 and warming on total plant biomass increased over time
and the effects of all treatments on soil nitrate became progressively positive (or less negative). Future studies could utilize a
similar approach to better characterize the temporal evolution
of climate change impacts (see also Nowak et al. 2004). For
the northern mixed-grass prairie, the long-term trajectories of
plant productivity and community composition likely depend
on whether eCO2 and warming in combination can persistently
increase nitrogen-availability (Parton et al. 2007; Newton et al.
2010; Dieleman et al. 2012; Mueller et al. 2013; Reich & Hobbie 2013). Given that eCO2 9 warming experiments are rare,
these results should be valuable for improving models that
make long-term and broad-scale predictions regarding the
impacts of climate change (Norby & Luo 2004; Luo etal.
2008).
ACKNOWLEDGEMENTS

This research was supported by the Climate Change, Soils &
Emissions Program of the USDA-ARS, the Soil Processes
program of the USDA-CSREES (2008-35107-18655), the
Terrestrial Ecosystem Science program of the United States
© 2016 John Wiley & Sons Ltd/CNRS

Letter

Department of Energy Office of Science (DE-SC0006973), the
Western Regional Center of the National Institute for Climatic Change Research, and the National Science Foundation
(DEB 1021559). Dan LeCain led the initiation and maintenance of the experiment, sampling, and processing and archiving of data. Franco Miglietta and Bruce Kimball provided
advice and help on the installation of the FACE and infrared
heating systems, respectively. Samantha Ewers assisted with
data archiving. Many people contributed to experimental
design, sample collection, and sample processing, especially: J.
Bell, C. Brooks, J. Bushey, M. Carlson, A. Eden, C. Ellis, A.
Hansen, E. Hardy, J. Kray, L. Macdonald, L. Mancini, H.
Munn, M. Nix, J. Newcomb, K. Oles, S. Raut, N. Reese, C.
Rumsey, D. Smith, S. Tamang, and S. Wetherelt.
AUTHORSHIP

K.E.M. analysed the data and wrote the manuscript, with
assistance from D.M.B. The experiment was designed and
maintained by J.A.M., D.M.B, E.P. and D.G.W. All authors
contributed to data collection and manuscript revisions.
REFERENCES
Ahlstr€
om, A., Raupach, M.R., Schurgers, G., Smith, B., Arneth, A.,
Jung, M. et al. (2015). The dominant role of semi-arid ecosystems in
the trend and variability of the land CO2 sink. Science, 348, 895–899.
Ainsworth, E.A. & Rogers, A. (2007). The response of photosynthesis
and stomatal conductance to rising [CO2]: mechanisms and
environmental interactions. Plant, Cell Environ., 30, 258–270.
Barrett, T.J. (2011). Computations using analysis of covariance. Wiley
Interdiscip. Rev. Comput. Stat., 3, 260–268.
Carrillo, Y., Dijkstra, F.A., Pendall, E., Morgan, J.A. & Blumenthal,
D.M. (2012). Controls over soil nitrogen pools in a semi-arid grassland
under elevated CO2 and warming. Ecosystems, 15, 761–774.
Carrillo, Y., Dijkstra, F.A., LeCain, D., Morgan, J.A., Blumenthal, D.,
Waldron, S. et al. (2014). Disentangling root responses to climate
change in a semiarid grassland. Oecologia, 175, 699–711.
Cleland, E.E., Collins, S.L., Dickson, T.L., Farrer, E.C., Gross, K.L.,
Gherardi, L.A. et al. (2013). Sensitivity of grassland plant community
composition to spatial vs. temporal variation in precipitation. Ecology,
94, 1687–1696.
Craine, J.M., Tilman, D., Wedin, D., Reich, P., Tjoelker, M. & Knops, J.
(2002). Functional traits, productivity and effects on nitrogen cycling of
33 grassland species. Funct. Ecol., 16, 563–574.
Dai, A. (2011). Drought under global warming: a review. Wiley
Interdiscip. Rev. Clim. Change, 2, 45–65.
Derner, J.D. & Hart, R.H. (2007). Grazing-induced modifications to peak
standing crop in northern mixed-grass prairie. Rangel. Ecol. Manag.,
60, 270–276.
Dickinson, C.E. & Dodd, J.L. (1976). Phenological pattern in the
shortgrass prairie. Am. Midl. Nat., 96, 367–378.
Dieleman, W.I.J., Vicca, S., Dijkstra, F.A., Hagedorn, F., Hovenden,
M.J., Larsen, K.S. et al. (2012). Simple additive effects are rare: a
quantitative review of plant biomass and soil process responses to
combined manipulations of CO2 and temperature. Glob. Change Biol.,
18, 2681–2693.
Dijkstra, F.A., Blumenthal, D., Morgan, J.A., LeCain, D.R. & Follett,
R.F. (2010a). Elevated CO2 effects on semi-arid grassland plants
in relation to water availability and competition. Funct. Ecol., 24,
1152–1161.
Dijkstra, F.A., Blumenthal, D., Morgan, J.A., Pendall, E., Carrillo, Y. &
Follett, R.F. (2010b). Contrasting effects of elevated CO2 and warming
on nitrogen cycling in a semiarid grassland. New Phytol., 187, 426–437.

Letter

Dijkstra, F.A., Pendall, E., Morgan, J.A., Blumenthal, D.M., Carrillo, Y.,
LeCain, D.R. et al. (2012a). Climate change alters stoichiometry of
phosphorus and nitrogen in a semiarid grassland. New Phytol., 196,
807–815.
Dijkstra, F.A., Prior, S.A., Runion, G.B., Torbert, H.A., Tian, H., Lu, C.
et al. (2012b). Effects of elevated carbon dioxide and increased
temperature on methane and nitrous oxide fluxes: evidence from field
experiments. Front. Ecol. Environ., 10, 520–527.
Dijkstra, F.A., Morgan, J.A., Follett, R.F. & LeCain, D.R. (2013).
Climate change reduces the net sink of CH4 and N2O in a semiarid
grassland. Glob. Change Biol., 19, 1816–1826.
Epstein, H.E., Burke, I.C. & Mosier, A.R. (1998). Plant effects on spatial
and temporal patterns of nitrogen cycling in shortgrass steppe.
Ecosystems, 1, 374–385.
Fay, P.A., Blair, J.M., Smith, M.D., Nippert, J.B., Carlisle, J.D. & Knapp,
A.K. (2011). Relative effects of precipitation variability and warming on
tallgrass prairie ecosystem function. Biogeosciences, 8, 3053–3068.
Gao, Y.Z., Wang, S.P., Han, X.G., Patton, B.D. & Nyren, P.E. (2005).
Competition between Artemisia frigida and Cleistogenes squarrosa
under different clipping intensities in replacement series mixtures at
different nitrogen levels. Grass Forage Sci., 60, 119–127.
Hoeppner, S.S. & Dukes, J.S. (2012). Interactive responses of old-field
plant growth and composition to warming and precipitation. Glob.
Change Biol., 18, 1754–1768.
Hovenden, M.J., Newton, P.C.D. & Wills, K.E. (2014). Seasonal not
annual rainfall determines grassland biomass response to carbon
dioxide. Nature, 511, 583–586.
Irisarri, J.G.N., Derner, J.D., Porensky, L.M.G., Augustine, D.J., Reeves,
J.L. & Mueller, K.E. (2016). Grazing intensity differentially regulates
ANPP response to precipitation in North American semiarid
grasslands. Ecol. Appl., in press. doi: 10.1890/15-1332.
Kindscher, K. & Wells, P.V. (1995). Prairie plant guilds: a multivariate
analysis of prairie species based on ecological and morphological traits.
Vegetatio, 117, 29–50.
Knapp, A.K. & Smith, M.D. (2001). Variation among biomes in temporal
dynamics of aboveground primary production. Science, 291, 481–484.
Lauenroth, W.K., Dodd, J.L. & Sims, P.L. (1978). The effects of waterand nitrogen-induced stresses on plant community structure in a
semiarid grassland. Oecologia, 36, 211–222.
Leakey, A.D.B., Ainsworth, E.A., Bernacchi, C.J., Rogers, A., Long, S.P.
& Ort, D.R. (2009). Elevated CO2 effects on plant carbon, nitrogen,
and water relations: six important lessons from FACE. J. Exp. Bot.,
60, 2859–2876.
LeCain, D., Smith, D., Morgan, J., Kimball, B.A., Pendall, E. &
Miglietta, F. (2015). Microclimatic performance of a free-air warming
and CO2 enrichment experiment in windy wyoming. USA. PLoS ONE,
10, e0116834.
Liang, Y., Han, G., Zhou, H., Zhao, M., Snyman, H.A., Shan, D. et al.
(2009). Grazing intensity on vegetation dynamics of a typical steppe in
northeast inner Mongolia. Rangel. Ecol. Manag., 62, 328–336.
Liu, Z.G., Li, Z.Q., Dong, M. & Johnston, B. (2006). The response of a
shrub-invaded grassland on the Inner Mongolia steppe to long-term
grazing by sheep. N. Z. J. Agric. Res., 49, 163–174.
Luo, Y. (2007). Terrestrial carbon-cycle feedback to climate warming.
Annu. Rev. Ecol. Evol. Syst., 38, 683–712.
Luo, Y., Su, B., Currie, W.S., Dukes, J.S., Finzi, A., Hartwig, U. et al.
(2004). Progressive nitrogen limitation of ecosystem responses to rising
atmospheric carbon dioxide. Bioscience, 54, 731–739.
Luo, Y., Gerten, D., Le Maire, G., Parton, W.J., Weng, E., Zhou, X.
et al. (2008). Modeled interactive effects of precipitation, temperature,
and [CO2] on ecosystem carbon and water dynamics in different
climatic zones. Glob. Change Biol., 14, 1986–1999.
Melillo, J.M., Richmond, T.C. & Yohe, G.W. (2014). Climate Change
Impacts in the United States: The Third National Climate Assessment.
U.S. Global Change Research Program, Washington, D.C.
Mokany, K., Raison, R.J. & Prokushkin, A.S. (2006). Critical analysis of
root: shoot ratios in terrestrial biomes. Glob. Change Biol., 12, 84–96.

Dynamic climate change impacts on a grassland 965

Morgan, J.A., Pataki, D.E., K€
orner, C., Clark, H., Grosso, S.J.D.,
Gr€
unzweig, J.M. et al. (2004). Water relations in grassland and desert
ecosystems exposed to elevated atmospheric CO2. Oecologia, 140,
11–25.
Morgan, J.A., Milchunas, D.G., LeCain, D.R., West, M. & Mosier, A.R.
(2007). Carbon dioxide enrichment alters plant community structure
and accelerates shrub growth in the shortgrass steppe. Proc. Natl Acad.
Sci., 104, 14724–14729.
Morgan, J.A., LeCain, D.R., Pendall, E., Blumenthal, D.M., Kimball,
B.A., Carrillo, Y. et al. (2011). C4 grasses prosper as carbon dioxide
eliminates desiccation in warmed semi-arid grassland. Nature, 476,
202–205.
Mueller, K.E., Hobbie, S.E., Tilman, D. & Reich, P.B. (2013). Effects of
plant diversity, N fertilization, and elevated carbon dioxide on
grassland soil N cycling in a long-term experiment. Glob. Change Biol.,
19, 1249–1261.
Newton, P.C.D., Lieffering, M., Bowatte, W.M.S.D., Brock, S.C., Hunt,
C.L., Theobald, P.W. et al. (2010). The rate of progression and
stability of progressive nitrogen limitation at elevated atmospheric CO2
in a grazed grassland over 11 years of Free Air CO2 enrichment. Plant
Soil, 336, 433–441.
Newton, P.C.D., Lieffering, M., Parsons, A.J., Brock, S.C., Theobald,
P.W., Hunt, C.L. et al. (2014). Selective grazing modifies previously
anticipated responses of plant community composition to elevated CO2
in a temperate grassland. Glob. Change Biol., 20, 158–169.
Norby, R.J. & Luo, Y. (2004). Evaluating ecosystem responses to rising
atmospheric CO2 and global warming in a multi-factor world. New
Phytol., 162, 281–293.
Nowak, R.S., Ellsworth, D.S. & Smith, S.D. (2004). Functional responses
of plants to elevated atmospheric CO2– do photosynthetic and
productivity data from FACE experiments support early predictions?
New Phytol., 162, 253–280.
Parton, W.J., Morgan, J.A., Wang, G. & Del Grosso, S. (2007). Projected
ecosystem impact of the Prairie Heating and CO2 Enrichment
experiment. New Phytol., 174, 823–834.
Pendall, E., Heisler-White, J.L., Williams, D.G., Dijkstra, F.A., Carrillo,
Y., Morgan, J.A. et al. (2013). Warming reduces carbon losses from
grassland exposed to elevated atmospheric carbon dioxide. PLoS ONE,
8, e71921.
Polley, H.W., Morgan, J.A. & Fay, P.A. (2011). Application of a
conceptual framework to interpret variability in rangeland responses to
atmospheric CO2 enrichment. J. Agric. Sci., 149, 1–14.
Polley, H.W., Jin, V.L. & Fay, P.A. (2012). Feedback from plant species
change amplifies CO2 enhancement of grassland productivity. Glob.
Change Biol., 18, 2813–2823.
Poorter, H., Niklas, K.J., Reich, P.B., Oleksyn, J., Poot, P. & Mommer,
L. (2012). Biomass allocation to leaves, stems and roots: meta-analyses
of interspecific variation and environmental control. New Phytol., 193,
30–50.
Porensky, L.M., Mueller, K.E., Augustine, D.A. & Derner, J.D. (2016).
Thresholds and gradients in a semi-arid grassland: long-term grazing
treatments induce slow, continuous and reversible vegetation change.
J. Appl. Ecol., in press. DOI: 10.1111/1365-2664.12630
Poulter, B., Frank, D., Ciais, P., Myneni, R.B., Andela, N., Bi, J. et al.
(2014). Contribution of semi-arid ecosystems to interannual variability
of the global carbon cycle. Nature, 509, 600–603.
Reich, P.B. & Hobbie, S.E. (2013). Decade-long soil nitrogen constraint
on the CO2 fertilization of plant biomass. Nat. Clim. Change, 3,
278–282.
Reich, P.B., Tilman, D., Craine, J., Ellsworth, D., Tjoelker, M.G.,
Knops, J. et al. (2001). Do species and functional groups differ in
acquisition and use of C, N and water under varying atmospheric CO2
and N availability regimes? A field test with 16 grassland species. New
Phytol., 150, 435–448.
Reich, P.B., Hungate, B.A. & Luo, Y. (2006). Carbon-nitrogen
interactions in terrestrial ecosystems in response to rising atmospheric
carbon dioxide. Annu. Rev. Ecol. Evol. Syst., 37, 611–636.

© 2016 John Wiley & Sons Ltd/CNRS

966 K. E. Mueller et al.

Reyes-Fox, M., Steltzer, H., Trlica, M.J., McMaster, G.S., Andales, A.A.,
LeCain, D.R. et al. (2014). Elevated CO2 further lengthens growing
season under warming conditions. Nature, 510, 259–262.
Ryan, E.M., Ogle, K., Zelikova, T.J., LeCain, D.R., Williams, D.G.,
Morgan, J.A. et al. (2015). Antecedent moisture and temperature
conditions modulate the response of ecosystem respiration to elevated
CO2 and warming. Glob. Change Biol., 21, 2588–2602.
Sage, R.F. & Kubien, D.S. (2003). Quo vadis C4? An ecophysiological
perspective on global change and the future of C4 plants. Photosynth.
Res., 77, 209–225.
Sala, O.E. & Paruelo, J.M. (1997). Ecosystem services in grasslands. In
Nature’s Services: Societal Dependence on Natural Ecosystems (ed
Daily, G.). Island Press, Washington, D.C., pp. 237–251.
Sala, O.E., Gherardi, L.A., Reichmann, L., Jobbagy, E. & Peters, D. (2012).
Legacies of precipitation fluctuations on primary production: theory and
data synthesis. Philos. Trans. R. Soc. B Biol. Sci., 367, 3135–3144.
Samson, F.B., Knopf, F.L. & Ostlie, W.R. (2004). Great Plains
ecosystems: past, present, and future. Wildl. Soc. Bull., 32, 6–15.
Schuman, G.E., Reeder, J.D., Manley, J.T., Hart, R.H. & Manley, W.A.
(1999). Impact of grazing management on the carbon and nitrogen
balance of a mixed-grass rangeland. Ecol. Appl., 9, 65–71.
Shaver, G.R., Canadell, J., Chapin, F.S., Gurevitch, J., Harte, J., Henry,
G. et al. (2000). Global warming and terrestrial ecosystems: a
conceptual framework for analysis. Bioscience, 50, 871–882.
Shi, Z., Sherry, R., Xu, X., Hararuk, O., Souza, L., Jiang, L. et al.
(2015). Evidence for long-term shift in plant community composition
under decadal experimental warming. J. Ecol., 103, 1131–1140.
Smith, R.A., Levine, T.R., Lachlan, K.A. & Fediuk, T.A. (2002). The
high cost of complexity in experimental design and data analysis: Type
I and Type II error rates in multiway ANOVA. Hum. Commun. Res.,
28, 515–530.
Smith, M.D., Knapp, A.K. & Collins, S.L. (2009). A framework for
assessing ecosystem dynamics in response to chronic resource
alterations induced by global change. Ecology, 90, 3279–3289.
Smith, M.D., Pierre, K.J.L., Collins, S.L., Knapp, A.K., Gross, K.L.,
Barrett, J.E. et al. (2015). Global environmental change and the nature
of aboveground net primary productivity responses: insights from longterm experiments. Oecologia, 177, 935–947.
Snedecor, G.W. & Cochran, W.G. (1989). Statistical Methods, 8th edn.
Iowa State University Press, Ames, IA.
Stehman, S.V. & Meredith, M.P. (1995). Practical analysis of factorial
experiments in forestry. Can. J. For. Res., 25, 446–461.
Suttle, K.B., Thomsen, M.A. & Power, M.E. (2007). Species interactions
reverse grassland responses to changing climate. Science, 315, 640–642.
Taylor, S.H., Hulme, S.P., Rees, M., Ripley, B.S., Ian Woodward, F. &
Osborne, C.P. (2010). Ecophysiological traits in C3 and C4 grasses: a
phylogenetically controlled screening experiment. New Phytol., 185,
780–791.
Taylor, S.H., Ripley, B.S., Martin, T., De-Wet, L.-A., Woodward, F.I. &
Osborne, C.P. (2014). Physiological advantages of C4 grasses in the
field: a comparative experiment demonstrating the importance of
drought. Glob. Change Biol., 20, 1992–2003.
Tjoelker, M.G., Craine, J.M., Wedin, D., Reich, P.B. & Tilman, D.
(2005). Linking leaf and root trait syndromes among 39 grassland and
savannah species. New Phytol., 167, 493–508.

© 2016 John Wiley & Sons Ltd/CNRS

Letter

Trenberth, K.E., Dai, A., van der Schrier, G., Jones, P.D., Barichivich, J.,
Briffa, K.R. et al. (2014). Global warming and changes in drought.
Nat. Clim. Change, 4, 17–22.
Van Noordwijk, M., Martikainen, P., Bottner, P., Cuevas, E., Rouland,
C. & Dhillion, S.S. (1998). Global change and root function. Glob.
Change Biol., 4, 759–772.
Wang, X. & Taub, D.R. (2010). Interactive effects of elevated carbon
dioxide and environmental stresses on root mass fraction in plants: a
meta-analytical synthesis using pairwise techniques. Oecologia, 163,
1–11.
Wang, D., Heckathorn, S.A., Wang, X. & Philpott, S.M. (2012). A metaanalysis of plant physiological and growth responses to temperature
and elevated CO2. Oecologia, 169, 1–13.
Wedin, D.A. & Tilman, D. (1996). Influence of nitrogen loading and
species composition on the carbon balance of grasslands. Science, 274,
1720–1723.
Wilson, S.D. & Shay, J.M. (1990). Competition, fire, and nutients in a
mixed-grass prairie. Ecology, 71, 1959–1967.
Winslow, J.C., HuntJr., E.R. & Piper, S.C. (2003). The influence of
seasonal water availability on global C3 versus C4 grassland biomass
and its implications for climate change research. Ecol. Model., 163,
153–173.
Wu, Z., Dijkstra, P., Koch, G.W. & Hungate, B.A. (2012).
Biogeochemical and ecological feedbacks in grassland responses to
warming. Nat. Clim. Change, 2, 458–461.
Xu, X., Niu, S., Sherry, R.A., Zhou, X., Zhou, J. & Luo, Y. (2012).
Interannual variability in responses of belowground net primary
productivity (NPP) and NPP partitioning to long-term warming and
clipping in a tallgrass prairie. Glob. Change Biol., 18, 1648–1656.
Zelikova, T.J., Blumenthal, D.M., Williams, D.G., Souza, L., LeCain,
D.R., Morgan, J. et al. (2014). Long-term exposure to elevated CO2
enhances plant community stability by suppressing dominant plant
species in a mixed-grass prairie. Proc. Natl Acad. Sci., 111, 15456–
15461.
Zelikova, T.J., Williams, D.G., Hoenigman, R., Blumenthal, D.M.,
Morgan, J.A. & Pendall, E. (2015). Seasonality of soil moisture
mediates responses of ecosystem phenology to elevated CO2 and
warming in a semi-arid grassland. J. Ecol., 103, 1119–1130.
Zhao, T. & Dai, A. (2015). The magnitude and causes of global drought
changes in the twenty-first century under a low-moderate emissions
scenario. J. Clim., 28, 4490–4512.

SUPPORTING INFORMATION

Additional Supporting Information may be found online in
the supporting information tab for this article.

Editor, Josep Penuelas
Manuscript received 22 February 2016
First decision made 1 April 2016
Second decision made 11 May 2016
Manuscript accepted 15 May 2016

